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Abstract: Coronaviruses infect many species of animal including humans, causing acute 
and chronic diseases of many organ systems. Murine coronavirus, mouse hepatitis virus 
(MHV) infection of the mouse, provides animal models for the study of central nervous 
system disease, including encephalitis and demyelinating diseases such as Multiple 
Sclerosis and for hepatitis. While there are many studies of the adaptive immune response 
to MHV, there has until recently been scant information on the type I interferon (IFN) 
response to MHV. The relationship between MHV and the IFN-α/β response is 
paradoxical. While the type I IFN response is a crucial aspect of host defense against 
MHV in its natural host, there is little if any induction of IFN following infection of 
mouse fibroblast cell lines in vitro. Furthermore, MHV is relatively resistant to the 
antiviral effects of IFN-α/β in mouse fibroblast cell lines and in human 293T cells. MHV 
can, under some circumstances, compromise the antiviral effects of IFN signaling. The 
nucleocapsid protein as well as the nsp1 and nsp3 proteins of MHV has been reported to 
have IFN antagonist activity. However, in primary cell types such as plasmacytoid 
dendritic cells (pDC) and macrophages, IFN is induced by MHV infection and an 
antiviral state is established. Other primary cell types such as neurons, astrocytes and 
hepatocytes fail to produce IFN following infection and, in vivo, likely depend on IFN 
produced by pDCs and macrophages for protection from MHV. Thus MHV induction of 
IFN-α/β and the ability to induce an antiviral state in response to interferon is extremely 
cell type dependent. IFN induced protection from MHV pathogenesis likely requires the 
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orchestrated activities of several cell types, however, the cell types involved in limiting 
MHV replication may be different in the liver and in the immune privileged CNS. 
Keywords:  murine coronavirus; CNS infection; virus induced IFN induction; IFN 
signaling 
 
1. Introduction 
Coronaviruses are a family of large positive-sense RNA viruses that cause a wide range of 
veterinary and human diseases. Coronaviruses are divided into three groups, with group I and II 
viruses infecting mammals and group III viruses infecting avian species [1]. Human coronaviruses 
(HCoV), HCoV-229E (group I) and HCoV-OC43 (group II), cause approximately 5-30% of all human 
respiratory infections [1,2]. In late 2002, Severe Acute Respiratory Syndrome associated coronavirus 
(SARS-CoV) infected more than 8,000 people resulting in approximately 750 deaths [3-5], 
demonstrating that human coronaviruses can also cause more serious disease in humans. Although 
SARS-CoV has not re-emerged in humans since the initial outbreak, other than a few remote incidents, 
isolation of SARS-related viruses in civets and several other animals [6-8] and more recently in bats 
[9,10] suggests that an animal reservoir of the virus exists. The identification of two new human 
coronaviruses since the SARS epidemic, the group I HCoV-NL63 [11,12] and the group II HCoV-
HKU1 [2,13], associated with respiratory illnesses have also added to the need to further our 
understanding of coronavirus pathogenesis.  
Mouse hepatitis virus (MHV), the prototype group II coronavirus, has long been used as a model 
for the study of coronavirus replication and pathogenesis. MHV strains exhibit various organ tropisms 
as well as pathogenic potentials. MHV strains can be divided into two groups according to patterns of 
tropism. One group of strains (MHV-D, -Y, -RI, -S/CDC, LIVIM, and DVIM) is enterotropic; 
infections of mouse colonies with these strains generally produce infections confined to the GI tract 
[14]. The other group (MHV-1, -2, -3, -4 (or JHM) and -A59)) contains polytropic strains; 
experimental infections of rodents with these strains provide animal models for humans diseases such 
as hepatitis, encephalitis, demyelinating diseases such as multiple sclerosis (MS) and most recently 
respiratory disease such as SARS [15]. The strains used most commonly for pathogenesis studies are 
the neurotropic JHM, the hepatotropic/neurotropic A59 and hepatotropic MHV-3 [1]. 
MHV has a 32kb single stranded positive sense RNA genome [16]. The structural proteins, spike 
(S), matrix (M), and envelope (E) are all found within the viral envelope, which surrounds the 
nucleocapsid, containing genome RNA in association with the nucleocapsid protein (N). There is an 
additional structural, yet non-essential protein, the internal protein (I), which is of unknown function 
[17]. Some MHV strains, including some JHM isolates express the hemagglutinin-esterase protein 
(HE) which forms smaller spikes on virions [18] and enhances neurovirulence, when paired with 
specific viral genes [19]. During infection, in addition to the structural genes, there is expression of the 
16 replicase proteins (encoded in the 5’ two thirds of the genome), as well as several nonstructural 
proteins (encoded in ORFs 2a, 4, and 5a), which currently have unknown functions (Figure1) [1].  Viruses 2009, 1                              
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Figure 1. Schematic of MHV genome. 
 
 
While there is much known about the adaptive immune response to MHV [1,20-22], until recently, 
there had been limited information about the IFN-α/β response induced by MHV infection either in 
vivo or in vitro [23-26]. However, in the last few years there has been an evolving literature on this 
subject, which will be reviewed here. The two main target organs for the most commonly studied 
murine coronavirus strains are the central nervous system (CNS) and the liver. An interesting aspect to 
MHV infection is that host immune responses in these two organs may be quite different due to the 
immune privileged status of the CNS and the unique toleragenic environment of the liver [27]. There 
have been several recent reviews of the innate immune response to coronaviruses, focusing on SARS; 
this review will focus mainly on MHV [28-31].  
2. Results and Discussion 
Virus induced innate immune response 
The use of reverse genetics to construct recombinant viruses has enabled our lab and others to 
investigate the interactions between virus and host and identify important virulence factors leading to 
CNS and liver disease [1]. Understanding the outcome of the initial host-pathogen interaction requires 
identification of viral molecular patterns that are perceived as foreign by pattern recognition receptors 
(PRRs) and characterization of the ensuing inflammatory response. The immediate responses to 
infection include synthesis of cytokines, chemokines, antiviral proteins, and activation and recruitment 
of innate immune cells (DCs, macrophages, neutrophils, NK cells), which work together to limit virus 
replication and initiate the virus-specific adaptive response. The importance of the type I interferon 
(IFN) response consisting of the cytokines IFN-α/β, in control of virus replication in vivo, was 
demonstrated by the observation of enhanced viral replication, dissemination, and increased mortality 
in IFN-α/β receptor knockout mice (IFNAR-/-) infected with a wide variety of viruses with variable 
tropisms and disease outcomes [32]. 
The cellular innate immune response recognizes pathogen-associated molecular patterns (PAMPS) 
expressed by viruses such as dsRNA. Coronaviruses replicate in the cytoplasm where they produce 
large amounts of dsRNA [33,34] which can potentially be recognized by PRRs. Toll-like receptors 
(TLR), for example TLR-3 and TLR-7 which sense RNA, are localized to the endosomal membrane Viruses 2009, 1                              
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and recognize virus entering through endocytosis. In addition, RIG-I like helicases (RLH), RIG-I and 
MDA5, are located in the cytoplasm and recognize virus entering via the cell surface and replicating in 
the cytoplasm. MHV enters cells through both receptor-mediated fusion with the plasma membrane 
and by endocytosis [35,36] facilitating recognition by either TLRs or RLHs. There is considerable 
evidence that different PRRs recognize discrete RNA structures, which allows discrimination of viral 
RNA species produced only from a specific family of viruses [37,38]. In addition, viruses may be 
recognized by distinct PRRs in different cell types. Upon recognition of dsRNA or ssRNA substrates, 
RIG-I and MDA5 interact with IPS-1 (also called MAVS, Cardif, and VISA) on the mitochondrial 
membrane, which initiates a signaling cascade through the kinases TBK1 and IKKε. These kinases 
phosphorylate and activate the cytoplasmic transcription factor IRF-3 that translocates to the nucleus 
and localizes on the IFN-β promoter/enhancer along with activated NFκB and other transcription 
factors to initiate IFN-β transcription. Alternatively, engagement of TLRs leads to recruitment of TIR 
domain containing adaptors TRIF and MyD88 to initiate signal transduction from TLR-3 and TLR-7, 
respectively. A distinct series of ubiquitin ligases and kinases lead to the activation of IRF-3, NFκB, 
and AP-1 and their transport to the nucleus to assemble and initiate IFN-β transcription (reviewed  
in [39]). 
Secreted IFN-α and -β bind to a distinct IFNAR receptor (IFNAR1/IFNAR2) expressed on the 
surface of most nucleated cells. Ligand binding induces receptor oligomerization followed by 
phosphorylation of STAT1 and STAT2 by IFNAR associated kinases, JAK1 and TYK2, respectively. 
STAT1 and STAT2 dimerize and associate with the transcription factor IRF9 to form the ISGF3 
heterotrimer. Formation of this complex drives ISGF3 nuclear transport and binding to the IFN-
stimulated response element (ISRE), found in promoters of most IFN-stimulated genes (ISGs), which 
enhances transcription (reviewed in [40]). 
During the initial infection, a competition between the virus’ ability to antagonize IFN 
production/signaling and the cell-type specific IFN response largely determines disease pathogenesis 
and viral tropism. Until viruses synthesize enough IFN antagonists to limit the IFN response, they 
must alter the mode or kinetics of replication to limit production of potential viral inducers of IFN 
(dsRNA and ssRNA). Consequently, any slight defect in entry, RNA synthesis or viral packaging 
could drive the balance in favor of host control, which enables establishment of an adaptive response 
leading to viral clearance. Thus, viruses often employ multiple strategies to evade the antiviral 
interferon system including: (i) inhibition of global protein synthesis; (ii) prevention of IFN production 
by limiting production or recognition of PAMPs; (iii) interfering with PRR expression or activity; (iv) 
blocking IFN signaling; (v) inhibition of interferon stimulated genes (ISG) antiviral activity or (vi) a 
replication strategy that is resistant to the antiviral effects of IFN.  
Innate immune response to virus infection in the CNS 
The adaptive immune response in the immune privileged CNS is generally considered to be 
different from that in the peripheral organs, leading to the speculation that the type I IFN response may 
be different as well [32]. This is supported by the observation that the major type I IFN producer cell 
type plasmacytoid dendritic cells (pDC), are not present in the brain parenchyma and IRF-7, the 
transcription factor mediating IFN- expression in pDCs is not constitutively expressed at a high level Viruses 2009, 1                              
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in the CNS [41]. Despite this finding an important role for type I IFN was inferred from the increased 
neurovirulence of numerous viruses following infection of mice genetically deficient in the expression 
of IFN receptor (IFNAR-/-) [32]. Thus, studies have been carried out to determine the role of the type I 
IFN response in viral infections of the CNS, the cell types responsible for the expression of IFN in the 
CNS and the response of individual cell types to IFN. Recent reports demonstrate that most major cell 
types can express IFN following infection with a selection of viruses, but not all viruses examined. 
Delhaye et al. [41] showed that infection of mice with either Theiler's virus (a picornavirus) or La 
Crosse (bunyavirus), induced IRF-7 expression in the brain. Using immunohistochemistry to localize 
IFN- producing cells, following infection, several parenchymal CNS cell types, including 
macrophages, ependymal cells and a small percentage of neurons, were shown to express IFN-; 
some, but not all of these cells were also expressing viral antigen. Furthermore all of the CNS cell 
types analyzed, including neurons, astrocytes, oligodendrocytes, macrophages, ventricular epithelial 
cells, vascular endothelial cells, responded to IFN as evidenced by the induction in the CNS of at least 
some interferon stimulated genes (ISGs), including IRF-7 and Mx protein.  
Overview of the interaction of MHV and IFN-α/β pathway  
Studies of MHV in cultured cell lines generally demonstrate that MHV either does not induce type I 
IFN [33,42] or induces IFN protein [23] or IFN mRNA only [43] to a very limited extent and only very 
late after infection. This is in contrast to other viruses, for example Sendai (SeV) or Newcastle disease 
virus (NDV), which can induce significant amounts of IFN in these same cell lines. Despite this lack 
of induction, MHV was unable to block IFN induction by other viruses or by poly I:C, leading to 
speculation that MHV replication cycle somehow involved sequestering of RNA from the pattern 
recognition receptors (PRR) [33,42] rather than actively compromising the response. As will be 
described below, induction of IFN IFN-α/β is cell type specific and MHV induces IFN-α/β in only a 
minority of cell types that have been examined.  
In fibroblast cell culture, in addition to failing to induce significant type I IFN, MHV is relatively 
resistant to pre treatment of mouse fibroblast cell lines with IFN-α/β [43,44] suggesting that it is 
resistant to the antiviral effects of IFN treatment. MHV may act by either inhibiting signaling or 
blocking specific functions of interferon stimulated gene products in fibroblast cultures. However, IFN 
is crucial during infection in vivo in limiting virus replication and spread [45-48]. This underscores the 
cell type specific differences in the interaction of MHV with the type I IFN response.  
We will review the literature on the interactions of MHV with the type I IFN system both in 
infections in vivo, in the CNS and the liver, and in vitro with an emphasis on the cell type specific 
aspects of the interactions. This will be followed by a discussion of MHV proteins that may play a role 
in immune evasions strategies.  
Sensitivity of MHV to antiviral effects of IFN-α/β is cell-type dependent 
Early studies by Virelizier et al. [49] revealed that IFN was important for protection from MHV-3 
induced fulminant hepatitis. Injection of mice with anti-interferon antibodies to decrease endogenous 
interferon levels caused acceleration of MHV-3 induced hepatitis and death in susceptible mice and 
acute lethal disease in resistant mice. In support of this observation, mice treated therapeutically with Viruses 2009, 1                              
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recombinant IFN-α or –β alone or in combination with ribavirin, a therapy used to limit hepatitis C 
virus replication in the liver, increased survival following infection with MHV-2 (a highly 
hepatotropic strain) [50-52], and decreased viral titers [23]. In addition, IFN-α2 selectively expressed 
in the liver using a helper-dependent adenoviral delivery system, protected against acute hepatitis in 
MHV-3 challenged C57BL/6 mice [53]. Collectively, these data suggest that exogenous IFN-α/β 
restricts MHV replication in the liver and protects against MHV-induced hepatitis. Benefits of IFN-α/β 
treatment, however, have not been investigated in the context of MHV infection of the CNS.  
Figure 2. A59 replication is inhibited in response to IFN-β in BMM and MEF. Primary 
cells or cell lines were treated with indicated concentrations of IFN-β for 16 hours prior to 
infection with MHV-A59 at MOI=10. A59 was incubated with cells at 370 °C for 1h hour 
after which virus was removed and cells washed three times in excess of PBS before 
adding fresh media and returning cells to 37 °C incubation. (A,B) Total RNA from 
infected cells was isolated at several time intervals post infection and analyzed by qRT-
PCR for viral mRNA7. Values are normalized to β-actin and expressed as fold over mock 
infected cells. (C,D) Supernatants were collected from infected 293T cells transiently 
expressing MHV-R (CEACAM1a) or L2 cells at times indicated and viral titers were 
determined by plaque assay in L2 cells. Data are representative of at least two independent 
experiments. 
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The relationship between MHV and the role of IFN-α/β response is paradoxical. Early reports [23] 
and the more recent studies of in vivo infections mentioned above [45-48] demonstrate a critical role of 
IFN-α/β response in protection from MHV infection. However, replication of MHV strains A59, JHM 
and MHV-2 was only marginally impaired in L2 and 17Cl-1 cells [43,44] and 293T (Figure 2) treated 
16h prior to infection with high doses of IFN-β, while replication of Newcastle Disease virus (NDV) 
was completely inhibited. This indicates that L2 cells can mount a functional IFN response; however, 
MHV evades the antiviral activities by an unknown mechanism. Despite resistance to IFN, MHV is 
unable to protect NDV from the antiviral effects of IFN when the two viruses are co-infected in L2 
cultures [43]. Establishing MHV infection 3 hours prior to IFN treatment; however, releases a block 
that allows SeV to replicate in the presence of IFN-α or –β. Under these conditions MHV appears to 
provide protection from IFN by inhibiting virus- and IFN-induced expression of a subset of ISGs (K. 
Rose et al., manuscript in preparation). In contrast, a substantial reduction in MHV replication occurs 
in IFN-α or -β treated MEFs (Figure 2), primary bone marrow-derived macrophages (BMM) and 
conventional DCs (cDCs) [47,54,55]. These data provide evidence that the sensitivity of MHV to IFN 
is cell-type dependent.  
As suggested by Zurney et al. [56], cell-type differences in initial responses to virus infection may 
depend to some degree on basal expression levels of IFN signaling molecules and transcriptions 
factors involved in the IFN response. This group proposed that cardiac myocytes, which are not readily 
renewed, express high endogenous levels of IFN-β, leading to higher expression of ISGF3 complexes 
and ISGs. In this steady state, cardiac myocytes are already carrying weapons to limit virus replication. 
Similarly, neurons are a nonrenewable cell type in the CNS, which has led to speculation that neurons 
would require a similar strategy to limit viral-mediated cell lysis or innate immune cell cytotoxicity 
[57].  
Role of type I IFN signaling during MHV infection in the CNS and liver in vivo  
It is clear from many studies that CD8T cells, with the help of CD4T cells, are critical for clearance 
of MHV from the CNS and the liver. Supporting the notion that a CD8T cell response is crucial to 
protection from MHV in the CNS, the most neurovirulent variant of JHM (MHV-4) fails to induce an 
effective T cell response in the CNS [58-60]. The T cell response to MHV peaks at about five days 
post infection. During the first few days post infection there is a robust innate response including 
macrophage migration and secretion of chemokines, the quantity and quality of which is MHV strain 
dependent [20,59-61]. In order to investigate a role for type I IFN in defense against MHV before an 
effective T cell response develops, infections were carried out in the absence of IFN signaling, that is, 
in IFNAR-/- mice [45,46,48]. These studies used MHV strains A59 (neurotropic and hepatotropic) or 
JHM (neurotropic only) and infection by either intracranial (IC) or intraperitoneal (IP) routes of 
infection. Infection of IFNAR-/- mice, with low doses of either strain by either route of inoculation 
were highly lethal and led to increased levels of infectious virus in the usual target organs as well as 
spread to other organs not usually affected and dramatically accelerated clinical signs and mortality.  
Ireland et al. [45] carried out IC infections of six-week-old C57Bl/6 and congenic INFAR-/- mice 
with the V2.2-1 attenuated glial tropic variant of JHM. Infected IFNAR-/- mice experienced increased 
mortality and virus was able to spread more extensively among glial cell types and to neurons, not Viruses 2009, 1                              
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usually infected with this strain. Furthermore infection in the absence of IFN signaling resulted in 
more rapid mortality and was able to convert infection with a nonpathogenic strain to a lethal 
infection. The observation that in the absence of IFN signaling, CD8T cells were induced, were 
functional as evidenced by the ability to secrete IFN-γ and were recruited to the CNS underscores the 
importance of the type I IFN response even in the presence of a robust T cell response. Accompanying 
increased pathogenesis, there were other alterations in the immune response including increased 
CD45+ cells in the CNS, enhanced neutrophil response and some changes in cytokine and chemokines 
in the CNS as well as reduced MHC class I expression on microglia.  
Using bone marrow chimeras and transgenic mice with cell type specific abrogation of IFNAR 
expression, Cervantes-Barragan et al. [47] showed that type I IFN signaling was most important on 
LysM+ macrophages and to a lesser degree on CD11c+ DC to control viral replication and spread and 
to limit hepatitis regardless of route of inoculation (intraperitoneal (IP) or intranasal (IN)). Although to 
a lesser extent, IFNAR expression on parenchymal cells also contributes to limiting virus replication 
and lethal hepatitis when virus is introduced IP. In contrast, using the intranasal (IN) route of 
inoculation to compare A59 infection of wild type and mice with cell type specific abrogation of 
IFNAR, these authors demonstrated that loss of signaling on either LysM+ macrophages, CD11c+ DC, 
CD19+ B cells, or CD4+ T cells had no significant effect on replication in the brain despite the 
limitation of replication in peripheral organs. Since IFNAR signaling is essential for control of A59 
spread of virus following IC inoculation as described above [45,48], these data imply that IFN 
signaling on parenchymal cells may have a greater impact on spread of virus within the brain, 
depending on the route of inoculation and the initial cell types infected. In support of this, a recent 
publication by Detje et al. [62] used targeted knockout of IFNAR from neuroectodermal cells to 
emphasize the necessity of IFNAR expression in the glomerular layer of the olfactory bulb to prevent 
intranasally introduced VSV from replicating and spreading in the CNS. These data highlight the 
importance of IFN signal transduction in specific cells within the CNS as a means to control initial 
virus infection and spread and remains an interesting avenue to be investigated in the context of MHV 
infection. 
MHV induction of IFN-α/β in vitro 
Early observations that various strains of MHV either failed to stimulated IFN-β production or 
induced only small amounts of IFN-β at late times post infection (24 hours) in several rodent cell lines 
[24] led to investigations into possible innate immune evasion mechanism of this murine coronavirus. 
Consistent with these results, several labs confirmed that murine and human fibroblasts cells lines 
(17Cl-1, L2, 293T, and L929) and primary mouse embryonic fibroblasts (MEFs) (Figure 3) 
productively infected with MHV-A59 or –JHM displayed little to no IFN-α/β production [33,42,43]. 
Yet, Sendai virus (SeV) infection of these same cell lines induced IFN-β mRNA and protein as early as 
three hours post-infection [43]. Not surprisingly, in several MHV infected fibroblast cell lines, NFκB 
and IRF-3 were not localized to the nucleus up to 12 hours post-infection [33,42,43]. A small 
percentage of MHV infected cells had nuclear localized IRF-3 at 24 hours post infection which 
corresponded to small amounts of IFN-β mRNA (but not IFN-β protein) being produced [43]. 
Similarly, lack of IFN-α production in L-ACE2 cells [33] correlated with early IRF-3 translocation to Viruses 2009, 1                              
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the nucleus of SARS CoV infected cells followed by subsequent cytoplasmic localization due to an 
inability to interact with the transcription factor CBP which is needed for nuclear retention and 
initiation of IFN-β transcription [63].  
Figure 3. A59 induces low levels of IFN-β mRNA in mouse embryonic fibroblasts 
(MEFs). MEF were mock infected or infected at MOI=1 with A59 or SeV and RNA was 
isolated at indicated times. Total RNA was analyzed by qRT-PCR with primers specific to 
IFN-β mRNA. Values represent IFN-β mRNA levels relative to those in mock infected 
MEFs. Data are representative of four independent experiments. 
 
 
Although the mechanism by which MHV evades recognition by cellular PRRs is unknown, MHV 
infection of fibroblast cells does not inhibit IFN-β induction by RIG-I or MDA5 agonists. SeV or poly 
I:C activation of a reporter plasmid containing the IFN-β promoter enhancer or production of IFN-α or 
-β mRNA following SeV infection is not diminished in cells infected with MHV [33,42,43]. Not 
surprisingly, activation of downstream signaling events, such as IRF-3 [33,42,43] and NFκB 
translocation [42], following SeV infection or poly I:C transfection are not altered by MHV infection. 
These observations suggest that MHV, unlike many other viruses including SARS CoV [30], does not 
inhibit RIG-I or MDA5 from recognizing RNA substrates or prevent the signaling events leading to 
IFN-β production in fibroblast cells. Taken together these observations suggest that the IFN-β 
production pathway is intact in fibroblast cell lines and that there is a selective block in the cellular 
machinery involved in MHV- stimulated IFN production. Similarly, a recent publication demonstrated 
that immortalized MEFs become permissive to myxoma virus infection due to a lack of induction of 
IFN-α/β in response to infection despite the production of IFN-α/β in response to dsRNA and dsDNA, 
indicating the presence of a fully competent TLR3, RLH, and dsDNA signaling pathways [64].  
The inability to block IFN-α/β induced by other PAMPs and lack of IFN-α/β induction despite 
detection of large amounts of dsRNA generated by coronaviruses in infected cells [33,65] has led to 
speculation that the viral RNA is sequestered in a protected site that excludes detection machinery 
including PRRs. MHV, like many other RNA viruses, replicates on double membrane vesicles [66] 
that are hypothesized to be this privileged site [42]. Transfection of 293T cells with RNA from MHV Viruses 2009, 1                              
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infected cells which contain high levels of viral dsRNA does not induce IFN-β while transfection of 
RNA from Rabies virus (RV) infected neuroblastoma cell lines or SeV infected 293T cells induces 
significant amounts of IFN-β mRNA (Figure 4). IFN induction was dependent on 5’ triphosphate ends 
on viral RNA since treatment with calf intestinal phosphatase eliminated recognition of viral RNA 
(Figure 4). These results suggest that even when MHV RNA is introduced directly into the cytoplasm, 
RLH are still unable to sense MHV RNA. However, in interpreting these results, it must be kept in 
mind that alterations in the conformation or structure of the RNA that may occur during the isolation 
process may prevent it from binding to RLH.  
Figure 4. Transfection of 293T with MHV RNA does not induce IFN-β mRNA. RNA was 
isolated from 293T transiently expressing MHV receptor (CEACAM1a) 24 hours post 
infection with A59, JHM or SeV or neuroblastoma cells mock infected or infected with 
rabies virus (RV). In order to assay the ability of the isolated RNA to induce IFN-β 
mRNA, 293T cells were transfected using Fugene 6 reagent (Roche) with 1μg of total 
RNA that was treated with calf intestinal phosphatase (+CIP) or left untreated (-CIP). IFN-
β mRNA levels in transfected 293T was analyzed using qRT-PCR 24h post transfection. 
mRNA values are expressed as fold change over 293T cells transfected with mock infected 
RNA. Data represent three independent experiments. 
 
 
Consistent with the above observations in fibroblast cultures, little to no detectable IFN-β mRNA 
and no protein was produced up to 24 hours post infection in primary cell cultures of neurons, 
astrocytes, and hepatocytes, all of which produce large amounts of virus both in vitro and in vivo [48]. 
However, in vivo neurons are capable of producing IFN-β in response to infection by the neurotropic 
viruses, Theiler’s and La Crosse [41], and primary neurons produce IFN-β in response infection by 
RNA viruses such as Sindbis [48] and West Nile Virus [67]. We propose that MHV may possess a 
mechanism to avoid detection by PRRs in certain cell types. Several possible scenarios may explain 
MHV evasion of detection: (1) MHV RNA is modified in certain cell types to prevent recognition by 
PRRs. Picornaviruses protect the 5’ of genomic RNA by covalently linked VPg protein and Borna 
disease virus expresses a phosphatase that converts the 5’ triphosphate, needed for RIG-I recognition, 
to monophosphate [68,69]. (2) Basal levels of PRRs may not be sufficient for detection of virus. In the Viruses 2009, 1                              
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cell types evaluated thus far, levels of MDA5 mRNA expression correlate with IFN-β production 
following MHV infection. Thus, MDA5 mRNA is barely detectable in L2 cells which correlates with 
the inability of L2 cells to induce IFN-β in response to MHV infection, while BMM that produce 
significant levels of IFN-β in response to MHV infection [48], express approximately 10
5 fold higher 
levels of MDA5 mRNA (Figure 5). MEFs express intermediate levels of MDA5 mRNA, consistent 
with weak induction of IFN-b mRNA (Figure 3) (3) PRRs are attenuated in fibroblasts by regulators 
such as DAK, LGP2, ISG15, RNF125 [70] or may be destroyed by protease cleavage as observed 
during picornavirus infection [71]. (4) Inhibition of IFN production by MHV may not be complete, 
allowing for induction of INF by alternative pathways used by SeV or poly I: C.  
Figure 5. MDA5 mRNA expression is undetectable in fibroblasts that do not induce IFN-β 
in response to MHV infection. Total RNA isolated from L2, MEF, and WT (129x1/SvJ) 
and MDA5-/- BMM and analyzed by qRT-PCR for MDA5 expression. Values are 
normalized to β-actin and expressed as fold over MDA5-/- BMM. Similar results were 
obtained from three independent experiments. 
 
 
Despite the lack of type I interferon response in fibroblast cultures as well as in several primary 
neural cell cultures, MHV infection does induce IFN-α/β in spleen-derived plasmacytoid DCs (pDCs) 
[46] and ex vivo microglia and macrophages isolated from the infected brain as well as in bone marrow 
derived macrophages in vitro [48]. Thus any explanation for the apparent lack of recognition of MHV 
RNA by PRRs must account for the observation that this varies with cell type and may have to do with 
factors such route of entry of virus, PRR utilized or localization within the cell of viral RNA in 
transcription complexes. 
Induction of IFN-α/β expression in vivo is cell-type specific 
Several studies have investigated the induction of IFN- following in vivo MHV infection with 
the neurotropic MHV strain, JHM or the hepatotropic/neurotropic strain, A59. Both A59 and JHM 
induced IFN mRNA in the brain following intracranial (IC) infection [45,48,59,72]. Rempel et al. Viruses 2009, 1                              
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[59], reported the highly neurotropic JHM induced more type I IFN mRNA, as measured by an RNAse 
protection assay, for a longer period of time post infection than the weakly neurotropic A59. However, 
Roth-Cross et al. [43], using qPCR to quantify mRNA and ELISA to quantify protein, were unable to 
detect differences in the induction of IFN- following IC infection of the CNS with the weakly 
neurotropic A59 versus the highly neurovirulent JHM. In general, these authors observed IFN-β 
mRNA and protein in the brain and liver correlated with replication in that organ, thus JHM failed to 
induce IFN in the liver along with its failure to replicate in that organ [43].  
In a study of MHV induced hepatitis, following infection with A59 by the intraperitoneal (IP) route, 
IFN-α was detected in the serum. Interestingly, plasmacytoid dendritic cells (pDCs) were identified as 
the major source of secreted IFN-. In fact, significantly enhanced hepatitis and virus dissemination 
ensued in mice that were depleted of pDCs by the antibody, -mPDC-1; emphasizing the importance 
of pDC derived IFN-α in host control of MHV when the virus is inoculated IP. Conversely, expression 
of IFN- by in vitro infected cDCs was detected only very late after infection [46]. Following IC 
infection with A59, Roth-Cross et al. found macrophages and microglia recovered from the CNS of 
A59 infected wild type mice were expressing IFN-β, while in vitro cultures of primary neurons, 
astrocytes and hepatocytes, three cell types infected by MHV in vivo, failed to produce detectable 
amounts of IFN [48]. Together these data support the conclusion that MHV induction of IFN is highly 
cell type dependent. Furthermore, these studies demonstrate that DCs and macrophages play dual 
critical roles in secondary lymphoid organs in 1) protection from infection both by restriction of 
replication and also by secretion of IFN-α and -β for protection of other cell types [47].  
Figure 6. MDA5 expression is partially responsible for recognition of MHV in bone 
marrow-derived macrophages (BMM). WT or MDA5-/- BMM were isolated from 
129x1/SvJ mice and infected with A59 (MOI=1) or JHM (MOI=0.1) and total RNA was 
isolated from infected cells at indicated times. IFN-β mRNA levels were determined by 
qRT-PCR using IFN-β specific primers and values are expressed relative to levels in mock 
infected BMM. Data are representative of two independent experiments. 
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Using bone marrow-derived macrophages (BMM) with specific knockouts in PRRs, MDA5 was 
found to play a significant role in the recognition of MHV-A59 and –JHM [48]. However, since 
appreciable amounts of IFN-α and –β mRNA are still produced in MDA5-/- BMM, we suspect that 
other PRRs can detect MHV generated PAMPs during the course of MHV infection of BMM   
(Figure 6). Further experiments are needed to identify all the PRRs involved in interferon induction in 
BMM. In pDCs TLR7 is essential for induction of IFN-α and –β in response to MHV [46].  
MHV encoded IFN antagonists 
The observation that MHV both fails to induce IFN and is relatively resistant to the antiviral effects 
of IFN signaling in fibroblasts suggests the genome may encode antagonists of IFN synthesis and 
signaling. Indeed this has been the case for the human SARS related coronavirus [29,73]. As described 
below there are fewer examples of MHV proteins with direct effects on either IFN induction or 
signaling. It is not always easy to separate out direct viral antagonism of IFN from other activities that 
may effect viral pathogenesis and have indirect effects on the induction of IFN or the ability of the 
virus to replicate in the presence of IFN. Also, MHV proteins may function in concert to evade IFN 
responses, thus overexpression of individual proteins may not reveal IFN antagonist properties.  
Nucleocapsid  
Ye et al. [44] reported anti-IFN activity was associated with the nucleocapsid (N) protein of MHV, 
strain A59, as evidenced by the functional replacement of the E3L protein of vaccinia virus, a known 
antagonist of IFN signaling. In addition to activation of IFN, the PKR and 2’5’ OAS are the main 
antiviral pathways activated directly by dsRNA. Expression of N was able to rescue vaccinia virus 
ΔE3L (VVΔE3L) from the antiviral effects of IFN and prevent degradation of host RNA suggesting N 
is able to antagonize the activity of RNase L. Consistent with this was the observation that MHV fails 
to induce the antiviral 2’5’ OAS/RNase L pathway. Similarly, MHV infection in the presence or 
absence of IFN does not activate PKR as evidence by lack of eIF2α phosphorylation and only minor 
inhibition of protein synthesis observed in 17Cl-1 mouse fibroblasts. This evidence suggests that MHV 
is also able to prevent activation of PKR. Yet, MHV N expressed in VVΔE3L failed to prevent 
activation of the PKR pathway in infected HeLa or 17Cl-1 cells. These IFN antagonistic properties of 
N do not appear to be conserved in all group II coronaviruses since over expression of the N protein of 
SARS, blocked induction of IFN- but was unable to compromise IFN signaling events [74]. Thus the 
N proteins of MHV and SARS may interact differently with the host cell IFN- response. Alternately 
N may behave differently when expressed from a heterologous viral genome or over expressed from a 
plasmid.  
Nsp1 
The N terminal cleavage product of the polyprotein encoded in the replicase gene of MHV, nsp1 
(p28), was shown to have a role in pathogenesis in vivo. A mutant of MHV-A59 with a 99 nucleotide 
deletion in the C terminal portion of nsp1 (MHV-nsp199) replicated with similar kinetics and to a 
similar titer as wild type virus in 17Cl-1 mouse fibroblasts. However, the nsp1 mutant was attenuated Viruses 2009, 1                              
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in its ability to replicate in the liver and the spleen and to cause hepatitis following IP inoculation [55]. 
The attenuation was not observed when IFNAR-/- mice were infected with MHV-nsp199 suggesting 
that nsp1 confers the ability to resist the effects of type I IFN. In support of this, there was a small but 
statistically significant reduction in the replication of MHV-nsp199 in macrophages that had been 
pretreated with IFN-α as compared to wild type virus; however, there were no differences in resistance 
to IFN in cDCs and no effect on the ability of virus either to replicate or to induce IFN in macrophages 
or cDCs [55]. Interestingly, overexpression of SARS-CoV nsp1 (p20) inhibited RNA expression from 
an IFN- promoter but a mutant nsp1 (with a deletion of the C terminal 13 amino acids) lacked this 
activity. Furthermore, the infection of 293T expressing the SARS-CoV receptor, ACE-2, with the 
deletion mutant induces IFN-￿while wild type virus does not [75]. Finally Wathelet et al. [76] 
demonstrated that over expressed SARS-CoV nsp1 could block both IFN- induction and signaling 
and that an nsp1 mutant (with two amino acid substitutions) was slightly more sensitive to IFN and 
replicated slightly less well in Calu-3 cells as compared to wild type virus. These observations support 
the notion that nsp1 has an IFN antagonist activity. However, this may not be a direct effect on IFN 
signaling. Expression of nsp1 (or infection with wild type virus) promotes the degradation of host cell 
mRNA while nsp1 mutant virus does not [75]. Furthermore, overexpression of both MHV and SARS 
nsp1 was able to inhibit expression from reporter plasmids driven by constitutive SV40 promoters as 
well as the IFN- promoter [55,75]. Thus, it is difficult to determine whether the effect on IFN- is a 
direct effect of nsp1 or indirect through its ability to degrade host cell mRNA but it is clear that the 
nsp1 proteins of MHV and SARS-CoV are both virulence factors [30].  
Nsp3 
Nsp3 is a large (180-200 kDa) multifunctional protein encoded within ORF 1a of the replicase gene 
of coronaviruses (Figure 1). Nsp3 contains two domains demonstrated to be virulence factors, the so 
called “X” or macro domain (ADP-ribose 1"-phosphatase (ADRP)) and the papain like protease (PLP) 
domain. PLP (or PLpro), shown to interfere with the induction of type I IFN will be discussed here and 
the X domain will be discussed below (Figure 1). The nsp3 of SARS-CoV was shown to be an IFN 
antagonist as measured by inhibition of expression of an NFkB dependent reporter plasmid [76]. The 
coronavirus nsp3 protein may contain one or two PLP domains. The MHV nsp3 encodes two such 
domains with the more C terminal one, PLP 2, functionally similar to the one PLP encoded in SARS-
CoV. PLP carries out three cleavages producing nsp1-4, from the N terminal portion of the replicase 
polyprotein. More recently, the PLP of SARS was shown to contain a domain similar to those of 
cellular enzymes that have both deubiquitinating and deISGylating activities in vitro. It was suggested 
that these activities could confer a role as an IFN antagonist [77]. Several studies have demonstrated 
that PLP blocks IRF3 dependent induction of IFN-; however there is disagreement about the 
mechanism by which this occurs. While Devaraj et al. [78] concluded that PLP interacts physically 
with IRF3 to inhibit phosphorylation, dimerization and nuclear import, Frieman et al. [79] confirmed 
that PLP inhibits the phosphorylation of IRF3 but did not detect a physical interaction between the two 
proteins; they demonstrated that PLP also inhibited NFκB activation by stabilizing levels of the NFκB 
inhibitor, IκBα. Frieman et al. [79] also demonstrated that while the PLP of MHV also had a 
deubiquitinating activity, overexpressed MHV PLP did not have the ability to interfere with IRF3 and Viruses 2009, 1                              
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NFκB pathways. This is in disagreement with Zheng et al. [80] who concluded that MHV PLP does 
have an IFN antagonist activity, which is dependent on the deubiquitinating activity. Finally Frieman 
et al. [79] demonstrated that the ubiquitin-like domain (UBL) present in PLP is necessary for IFN 
antagonism but not for protease activity and that protease activity and the deubiquitinating activities 
may both play roles in IFN antagonism. The relationship between the deubiquitinating activity and 
IFN antagonism is still not clear. However, it is quite clear that PLPs may differ among coronavirus 
strains in the ability to antagonize IFN induction. 
MHV virulence genes that may play roles other than compromising IFN induction or signaling 
The data presented in this review provide substantial evidence that virus-host interactions leading to 
activation of the IFN antiviral pathway vary greatly among closely related viruses and are dependent 
on cell specific factors. A mutation that subtlety alters viral fitness in a particular cell type may be 
enough for the cellular IFN system to gain the advantage. Thus, careful consideration must be taken 
when proposing a direct IFN antagonizing capacity of a viral protein or ORF. With this in mind, 
virally encoded proteins that modulate the mode, kinetics or spatiotemporal expression of viral 
molecules could influence the availability of viral PAMPs for detection by PRRs or influence the 
sensitivity of the virus to the antiviral state induced by IFN-α/β. Thus, we include a discussion of 
MHV proteins or protein domains that when altered attenuate MHV pathogenesis.  
The nsp3 macro domain and ns2 putative cyclophosphodiesterase (CPD) 
All coronaviruses, as well as viruses from many other groups of RNA viruses, encode a conserved 
ADRP domain (also referred to as the X or macro domain as above). Macro domains are ancient and 
conserved throughout all eukaryotic organisms including bacteria and archae suggesting they have a 
basic and important function. The most well characterized macro domain, histone associated 
MacroH2A, plays a role in cell type specific regulation of transcription [81]. In addition, MHV ns2 
protein encoded in ORF2a, just downstream of the replicase gene (Figure 1), contains a domain with 
high homology to a superfamily of proteins known as 2H phosphoesterases and is predicted to have a 
1'', 2''- cyclophosphodiesterase (CPD) activity. Mutations in each of these domains have attenuating 
effects on MHV in vivo while having no effect on replication in tissue culture. This is intriguing in that 
the CPD and ADRP could potentially participate in a pathway of nucleotide processing which could be 
involved in host interaction (as described below) [82,83]. The CPD would convert ADP-ribose-1”2” 
cyclic phosphate into ADP-ribose 1” phosphate. This activity has not been detected to date for the 
MHV ns2 protein. The ADRP of several coronaviruses including SARS, HCo-229E and porcine 
transmissible gastroenteritis virus was shown to convert the product of the CPD, ADP-ribose 1” 
phosphate, into ADP-ribose and inorganic phosphate [84,85]. In addition to its weak enzymatic 
properties, the ADRP also has binding activity to mono and poly ADP-ribose that potentially 
implicates the activity in ribosylation of host cell proteins, a posttranslational modification involved in 
inducing apoptosis or necrosis in response to stress [86].  
Mutation of the predicted catalytic histidine residues within the putative CPD of ns2 conferred 
attenuation of MHV replication in the liver but not in the brain and also reduced the level of hepatitis 
[87]. Earlier analysis of naturally occurring ORF2a deletion within the JHM genome did not have a Viruses 2009, 1                              
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phenotype in mice (personal communication, Dr. Stanley Perlman, Dr. Julian Leibowitz); this is likely 
because JHM induces only minimal hepatitis. Interestingly, mutations of the catalytic residues of the 
MHV-A59 ADRP also caused attenuation of hepatitis; however this mutant virus replicated similarly 
to wild type in the liver and the effect on the CNS was not addressed in this study [88].  
The data currently available do not support the possibility that MHV ns2 protein is able to interfere 
with the production or signaling of IFN-β, following virus infection. The ns2 mutants, like wild type 
A59 are unable to induce IFN-β, in L2 murine fibroblasts and their replication is not inhibited by IFN-
β pre-treatment. Also, the mutant induces IFN-β to a similar extent as wild type following infection of 
bone marrow derived macrophages. It is however possible those MHV-A59 ns2 mutants are more 
sensitive to IFN in the relevant primary cell types in vivo. Similarly, mutation of the macro domain of 
MHV did not confer increased sensitivity to IFN- [88]; however, this mutant did have a decreased 
ability to induce several cytokines, most notably IL-6, in a cell type specific manner. 
The putative CPD domain of MHV is not widely conserved among coronaviruses, indicating that 
the hypothetical CPD-ADRP enzymatic pathway is not a common feature of this group of viruses, but 
may have a function for group IIA coronaviruses. The ns2 protein may have alternate or additional 
nonenzymatic functions; for example the phosphoesterase AKAP18, a protein kinase A anchoring 
protein, plays a role as a structural proteins in organization of complexes involved in signaling events 
[89]. In contrast to ns2, the macro domain is highly conserved among other RNA virus groups in 
addition to coronaviruses, implying an important function for this domain. However a recent report 
suggests that the macro domain of group I coronaviruses may differ from that of group III viruses in 
the ability to bind ADP-ribose and infer that this may imply loss of function for group III viruses or 
different functions for these macro domains [90]. Interestingly the Sindbis virus macro domain, a part 
of nsp3, has a very weak phosphatase activity. Mutation of the poly ADP ribose binding site effects 
neurovirulence but does not affect the binding of poly ADP-ribose. In addition poly ADP-ribose 
polymerase (PARP-1) binds to Sindbis nsp3 outside of the macro domain. This interaction is believed 
to regulate transcription in neuronal cells [91,92]. The role of the Sindbis macro domain in CNS 
infection, which is more likely related to its role in poly ADP-ribose binding rather than its 
phosphatase activity, is not yet understood.  
Nsp14 
The coronavirus replicase protein nsp14 (p59), is a 3′-5′ exonuclease (ExoN) of the DEDD 
superfamily [83]. Mutagenesis studies have shown that the ExoN activity is essential for virus 
replication in cell culture. Furthermore, this activity markedly increases the fidelity of transcription of 
MHV conferring an unusually low mutation rate for the coronavirus replicase [93]. A single amino 
acid substitution Tyr6398His, 140 amino acids downstream of the last predicted exoribonuclease 
catalytic motif resulted in significant attenuation in mice [94]. Replication in the brain was reduced by 
approximately 100 fold and inoculation with as much as 10
5 PFU failed to kill the mice. The precise 
role of this protein in replication and pathogenesis is not known and there are no data suggesting it 
interacts with the type I IFN response.  Viruses 2009, 1                              
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3. Conclusions and future questions 
The type I interferon response is clearly crucial for defense against MHV infection of the two major 
target organs, the central nervous system and the liver, as evidenced by uncontrolled replication and 
accelerated mortality in MHV infected mice lacking the IFNAR. Both pDCs and 
macrophage/microglia are important cells for the production of type I IFN following infection. 
Infection of other cells types such as fibroblasts and primary neural cell types does not lead to the 
expression of type I IFN. Similarly the ability to resist the effects of IFN signaling is cell type specific 
with MHV being relatively resistant to IFN in fibroblast cell lines, while exhibiting sensitivity in 
macrophages and MEFs. Indeed, it is IFN signaling in macrophages that is most important for 
protection against MHV infection by the IP route of inoculation [47]. The mechanisms behind the cell 
type specific differences in IFN induction and signaling are not well understood and may involve 
differences in expression of PRRs, transcription factors, and other mediators as well as different routes 
of infection. This idea is supported by evidence that all cell types investigated are capable of inhibiting 
replication of other RNA viruses in response to type I IFN. Resistance of MHV to the antiviral effects 
of IFN may be at least in part due to IFN antagonists; as described above, there are studies suggesting 
that nsp1, nsp3 and N have antagonistic roles in IFN induction and signaling. However, the 
mechanisms by which IFN antagonism occurs during MHV infection is not well understood and merits 
further investigation.  
Future studies will be directed toward understanding the cell type specific differences in IFN 
induction and signaling. It will be important to understand the role of IFN in protection from MHV 
infection in the CNS and the liver, the major target organs of MHV. More specifically, we plan 
investigate how non-renewable cells such as neurons which do not produce IFN upon infection, are 
protected against virus, perhaps by basal high levels of ISGs. We will also investigate a role for IFN in 
the inability of JHM to infect the liver despite the fact that its receptor is more highly expressed in the 
liver than the brain and it can infect hepatocytes in vitro.  
Acknowledgements 
This work was supported by NIH grant NS-054695 to SRW. KMR was supported in part by 
training grant T32 AI-07324 and a diversity supplement to NS-054695. We thank Ruth Elliott for 
technical help and Luis Martinez-Sobrido and Adolfo Garcia-Sastre for reagents and helpful advice. 
References and Notes 
1.  Weiss, S.R.; Navas-Martin, S. Coronavirus pathogenesis and the emerging pathogen severe acute 
respiratory syndrome coronavirus. Microbiol. Mol. Biol. Rev. 2005, 69, 635-664. 
2.  Woo, P.C.; Lau, S.K.; Huang, Y.; Tsoi, H.W.; Chan, K.H.; Yuen, K.Y. Phylogenetic and 
recombination analysis of coronavirus HKU1, a novel coronavirus from patients with pneumonia. 
Arch. Virol. 2005, 150, 2299-2311. 
3.  Peiris, J.S.; Lai, S.T.; Poon, L.L.; Guan, Y.; Yam, L.Y.; Lim, W.; Nicholls, J.; Yee, W.K.; Yan, 
W.W.; Cheung, M.T.; Cheng, V.C.; Chan, K.H.; Tsang, D.N.; Yung, R.W.; Ng, T.K.; Yuen, K.Y. Viruses 2009, 1                              
 
 
706
Coronavirus as a possible cause of severe acute respiratory syndrome. Lancet  2003,  361,  
1319-1325. 
4.  Peiris, J.S.; Chu, C.M.; Cheng, V.C.; Chan, K.S.; Hung, I.F.; Poon, L.L.; Law, K.I.; Tang, B.S.; 
Hon, T.Y.; Chan, C.S.; Chan, K.H.; Ng, J.S.; Zheng, B.J.; Ng, W.L.; Lai, R.W.; Guan, Y.; Yuen, 
K.Y. Clinical progression and viral load in a community outbreak of coronavirus-associated SARS 
pneumonia: a prospective study. Lancet 2003, 361, 1767-1772. 
5.  Zhong, N.S.; Zheng, B.J.; Li, Y.M.; Poon; Xie, Z.H.; Chan, K.H.; Li, P.H.; Tan, S.Y.; Chang, Q.; 
Xie, J.P.; Liu, X.Q.; Xu, J.; Li, D.X.; Yuen, K.Y.; Peiris; Guan, Y. Epidemiology and cause of 
severe acute respiratory syndrome (SARS) in Guangdong, People's Republic of China, in 
February, 2003. Lancet 2003, 362, 1353-1358. 
6.  Guan, Y.; Zheng, B.J.; He, Y. Q.; Liu, X.L.; Zhuang, Z.X.; Cheung, C.L.; Luo, S.W.; Li, P.H.; 
Zhang, L.J.; Guan, Y.J.; Butt, K.M.; Wong, K.L.; Chan, K.W.; Lim, W.; Shortridge, K.F.; Yuen, 
K.Y.; Peiris, J.S.; Poon, L.L. Isolation and Characterization of Viruses Related to the SARS 
Coronavirus from Animals in Southern China. Science 2003, 302, 276-278. 
7.  Song, H.D.; Tu, C.C.; Zhang, G.W.; Wang, S.Y.; Zheng, K.; Lei, L.C.; Chen, Q.X.; Gao, Y.W.; 
Zhou, H.Q.; Xiang, H.; Zheng, H.J.; Chern, S.W.; Cheng, F.; Pan, C.M.; Xuan, H.; Chen, S.J.; 
Luo, H.M.; Zhou, D.H.; Liu, Y.F.; He, J.F.; Qin, P.Z.; Li, L.H.; Ren, Y.Q.; Liang, W.J.; Yu, Y.D.; 
Anderson, L.; Wang, M.; Xu, R.H.; Wu, X.W.; Zheng, H.Y.; Chen, J.D.; Liang, G.; Gao, Y.; Liao, 
M.; Fang, L.; Jiang, L.Y.; Li, H.; Chen, F.; Di, B.; He, L.J.; Lin, J.Y.; Tong, S.; Kong, X.; Du, L.; 
Hao, P.; Tang, H.; Bernini, A.; Yu, X.J.; Spiga, O.; Guo, Z.M.; Pan, H.Y.; He, W.Z.; Manuguerra, 
J.C.; Fontanet, A.; Danchin, A.; Niccolai, N.; Li, Y.X.; Wu, C.I.; Zhao, G.P. Cross-host evolution 
of severe acute respiratory syndrome coronavirus in palm civet and human. Proc. Natl. Acad. Sci. 
U S A 2005, 102, 2430-2435. 
8.  Tu, C.; Crameri, G.; Kong, X.; Chen, J.; Sun, Y.; Yu, M.; Xiang, H.; Xia, X.; Liu, S.; Ren, T.; Yu, 
Y.; Eaton, B.T.; Xuan, H.; Wang, L.F. Antibodies to SARS coronavirus in civets. Emerg. Infect. 
Dis. 2004, 10, 2244-2248. 
9.  Lau, S.K.; Woo, P.C.; Li, K.S.; Huang, Y.; Tsoi, H.W.; Wong, B.H.; Wong, S.S.; Leung, S.Y.; 
Chan, K.H.; Yuen, K.Y. Severe acute respiratory syndrome coronavirus-like virus in Chinese 
horseshoe bats. Proc. Natl. Acad. Sci. U S A 2005, 102, 14040-14045. 
10.  Li, W.; Shi, Z.; Yu, M.; Ren, W.; Smith, C.; Epstein, J.H.; Wang, H.; Crameri, G.; Hu, Z.; Zhang, 
H.; Zhang, J.; McEachern, J.; Field, H.; Daszak, P.; Eaton, B.T.; Zhang, S.; Wang, L.F. Bats are 
natural reservoirs of SARS-like coronaviruses. Science 2005, 310, 676-679. 
11.  van der Hoek, L.; Pyrc, K.; Jebbink, M.F.; Vermeulen-Oost, W.; Berkhout, R.J.; Wolthers, K.C.; 
Wertheim-van Dillen, P.M.; Kaandorp, J.; Spaargaren, J.; Berkhout, B. Identification of a new 
human coronavirus. Nat. Med. 2004, 10, 368-373. 
12.  van der Hoek, L.; Sure, K.; Ihorst, G.; Stang, A.; Pyrc, K.; Jebbink, M.F.; Petersen, G.; Forster, J.; 
Berkhout, B.; Uberla, K. Croup is associated with the novel coronavirus NL63. PLoS Med. 2005, 
2, e240. 
13. Esper, F.; Weibel, C.; Ferguson, D.; Landry, M.L.; Kahn, J.S. Evidence of a novel human 
coronavirus that is associated with respiratory tract disease in infants and young children. J. Infect. 
Dis. 2005, 191, 492-498. Viruses 2009, 1                              
 
 
707
14. Homberger, F.R.; Zhang, L.; Barthold, S.W. Prevalence of enterotropic and polytropic mouse 
hepatitis virus in enzootically infected mouse colonies. Lab. Anim. Sci. 1998, 48, 50-54. 
15.  De Albuquerque, N.; Baig, E.; Ma, X.; Zhang, J.; He, W.; Rowe, A.; Habal, M.; Liu, M.; Shalev, 
I.; Downey, G.P.; Gorczynski, R.; Butany, J.; Leibowitz, J.; Weiss, S.R.; McGilvray, I.D.; 
Phillips, M.J.; Fish, E.N.; Levy, G.A. Murine hepatitis virus strain 1 produces a clinically relevant 
model of severe acute respiratory syndrome in A/J mice. J. Virol. 2006, 80, 10382-10394. 
16. Spaan, W.; Cavanagh, D.; Horzinek, M.C. Coronaviruses: structure and genome expression. J. 
Gen. Virol. 1988, 69 (Pt 12), 2939-2952. 
17. Fischer, F.; Peng, D.; Hingley, S.T.; Weiss, S.R.; Masters, P.S. The internal open reading frame 
within the nucleocapsid gene of mouse hepatitis virus encodes a structural protein that is not 
essential for viral replication. J. Virol. 1997, 71, 996-1003. 
18. Luytjes, W.; Bredenbeek, P.J.; Noten, A.F.; Horzinek, M.C.; Spaan, W.J. Sequence of mouse 
hepatitis virus A59 mRNA 2: indications for RNA recombination between coronaviruses and 
influenza C virus. Virology 1988, 166, 415-422. 
19. Kazi, L.; Lissenberg, A.; Watson, R.; de Groot, R.J.; Weiss, S.R. Expression of hemagglutinin 
esterase protein from recombinant mouse hepatitis virus enhances neurovirulence. J. Virol. 2005, 
79, 15064-15073. 
20. Marten, N.W.; Stohlman, S.A.; Bergmann, C.C. MHV infection of the CNS: mechanisms of 
immune-mediated control. Viral Immunol. 2001, 14, 1-18. 
21. Perlman, S.; Dandekar, A.A. Immunopathogenesis of coronavirus infections: implications for 
SARS. Nat. Rev. Immunol. 2005, 5, 917-927. 
22.  Matthews, A.E.; Weiss, S.R.; Paterson, Y. Murine hepatitis virus--a model for virus-induced CNS 
demyelination. J. Neurovirol. 2002, 8, 76-85. 
23. Matsuyama, S.; Henmi, S.; Ichihara, N.; Sone, S.; Kikuchi, T.; Ariga, T.; Taguchi, F. Protective 
effects of murine recombinant interferon-beta administered by intravenous, intramuscular or 
subcutaneous route on mouse hepatitis virus infection. Antiviral Res. 2000, 47, 131-137. 
24. Garlinghouse, L.E., Jr.; Smith, A.L.; Holford, T. The biological relationship of mouse hepatitis 
virus (MHV) strains and interferon: in vitro induction and sensitivities. Arch. Virol. 1984, 82,  
19-29. 
25. Stohlman, S.A.; Sakaguchi, A.Y.; Hiti, A. Interferon production and activity in mouse 
neuroblastoma cells. Arch. Virol. 1978, 57, 91-96. 
26.  Wang, Q.; Haluskey, J.A.; Lavi, E. Coronavirus MHV-A59 causes upregulation of interferon-beta 
RNA in primary glial cell cultures. Adv. Exp. Med. Biol. 1998, 440, 451-454. 
27.  Racanelli, V.; Rehermann, B. The liver as an immunological organ. Hepatology 2006, 43, S54-62. 
28. Narayanan, K.; Huang, C.; Makino, S. SARS coronavirus accessory proteins. Virus Res. 2008, 
133, 113-121. 
29.  Frieman, M.; Baric, R. Mechanisms of severe acute respiratory syndrome pathogenesis and innate 
immunomodulation. Microbiol. Mol. Biol. Rev. 2008, 72, 672-685, Table of Contents. 
30.  Frieman, M.; Heise, M.; Baric, R. SARS coronavirus and innate immunity. Virus Res. 2008, 133, 
101-112. 
31. Thiel, V.; Weber, F. Interferon and cytokine responses to SARS-coronavirus infection. Cytokine 
Growth Factor Rev. 2008, 19, 121-132. Viruses 2009, 1                              
 
 
708
32.  Paul, S.; Ricour, C.; Sommereyns, C.; Sorgeloos, F.; Michiels, T. Type I interferon response in the 
central nervous system. Biochimie 2007, 89, 770-778. 
33. Versteeg, G.A.; Bredenbeek, P.J.; van den Worm, S.H.; Spaan, W.J. Group 2 coronaviruses 
prevent immediate early interferon induction by protection of viral RNA from host cell 
recognition. Virology 2007, 361, 18-26. 
34. Weber, F.; Wagner, V.; Rasmussen, S.B.; Hartmann, R.; Paludan, S.R. Double-stranded RNA is 
produced by positive-strand RNA viruses and DNA viruses but not in detectable amounts by 
negative-strand RNA viruses. J. Virol. 2006, 80, 5059-5064. 
35. Gallagher, T.M.; Buchmeier, M.J. Coronavirus spike proteins in viral entry and pathogenesis. 
Virology 2001, 279, 371-374. 
36. Qiu, Z.; Hingley, S.T.; Simmons, G.; Yu, C.; Das Sarma, J.; Bates, P.; Weiss, S.R. Endosomal 
proteolysis by cathepsins is necessary for murine coronavirus mouse hepatitis virus type 2 spike-
mediated entry. J. Virol. 2006, 80, 5768-5776. 
37.  Jin, M.S.; Lee, J.O. Structures of the toll-like receptor family and its ligand complexes. Immunity 
2008, 29, 182-191. 
38.  Saito, T.; Gale, M., Jr. Differential recognition of double-stranded RNA by RIG-I-like receptors in 
antiviral immunity. J. Exp. Med. 2008, 205, 1523-1527. 
39.  Kumar, H.; Kawai, T.; Akira, S. Pathogen recognition in the innate immune response. Biochem. J. 
2009, 420, 1-16. 
40. Platanias, L.C. Mechanisms of type-I- and type-II-interferon-mediated signalling. Nat. Rev. 
Immunol. 2005, 5, 375-386. 
41. Delhaye, S.; Paul, S.; Blakqori, G.; Minet, M.; Weber, F.; Staeheli, P.; Michiels, T. Neurons 
produce type I interferon during viral encephalitis. Proc. Natl. Acad. Sci. U S A 2006, 103, 7835-
7840. 
42. Zhou, H.; Perlman, S. Mouse hepatitis virus does not induce Beta interferon synthesis and does 
not inhibit its induction by double-stranded RNA. J. Virol. 2007, 81, 568-574. 
43. Roth-Cross, J.K.; Martinez-Sobrido, L.; Scott, E.P.; Garcia-Sastre, A.; Weiss, S.R. Inhibition of 
the IFN-a/b Response by Mouse Hepatitis Virus (MHV) at Multiple Levels. J. Virol. 2007, 81, 
7189-7199. 
44. Ye, Y.; Hauns, K.; Langland, J.O.; Jacobs, B.L.; Hogue, B.G. Mouse hepatitis coronavirus A59 
nucleocapsid protein is a type I interferon antagonist. J. Virol. 2007, 81, 2554-2563. 
45.  Ireland, D.D.; Stohlman, S.A.; Hinton, D.R.; Atkinson, R.; Bergmann, C.C. Type I interferons are 
essential in controlling neurotropic coronavirus infection irrespective of functional CD8 T cells. J. 
Virol. 2008, 82, 300-310. 
46. Cervantes-Barragan, L.; Zust, R.; Weber, F.; Spiegel, M.; Lang, K.S.; Akira, S.; Thiel, V.; 
Ludewig, B. Control of coronavirus infection through plasmacytoid dendritic-cell-derived type I 
interferon. Blood 2007, 109, 1131-1137. 
47.  Cervantes-Barragan, L.; Kalinke, U.; Zust, R.; Konig, M.; Reizis, B.; Lopez-Macias, C.; Thiel, V.; 
Ludewig, B. Type I IFN-mediated protection of macrophages and dendritic cells secures control 
of murine coronavirus infection. J. Immunol. 2009, 182, 1099-1106. 
48.  Roth-Cross, J.K.; Bender, S.J.; Weiss, S.R. Murine Coronavirus Mouse Hepatitis Virus (MHV) is 
Recognized by MDA5 and Induces Type I IFN in Brain Macrophages/Microglia. J. Virol. 2008. Viruses 2009, 1                              
 
 
709
49. Virelizier, J.L.; Gresser, I. Role of interferon in the pathogenesis of viral diseases of mice as 
demonstrated by the use of anti-interferon serum. V. Protective role in mouse hepatitis virus type 
3 infection of susceptible and resistant strains of mice. J. Immunol. 1978, 120, 1616-1619. 
50. Fuchizaki, U.; Kaneko, S.; Nakamoto, Y.; Sugiyama, Y.; Imagawa, K.; Kikuchi, M.; Kobayashi, 
K. Synergistic antiviral effect of a combination of mouse interferon-alpha and interferon-gamma 
on mouse hepatitis virus. J. Med. Virol. 2003, 69, 188-194. 
51.  Kato, Y.; Noda, Y.; Unoura, M.; Tanaka, N.; Kobayashi, K.; Hattori, N.; Hatano, K.; Kobayashi, 
S. Effect of exogenous mouse interferon on murine fulminant hepatitis induced by mouse hepatitis 
virus type 2. Dig. Dis. Sci. 1986, 31, 177-180. 
52. Sone, S.; Izawa, A.; Narumi, H.; Kajita, A.; Tanabe, J.; Taguchi, F. The combination of type I 
interferon and ribavirin has an inhibitory effect on mouse hepatitis virus infection. Hepatol. Res. 
2007, 37, 121-126. 
53. Aurisicchio, L.; Delmastro, P.; Salucci, V.; Paz, O.G.; Rovere, P.; Ciliberto, G.; La Monica, N.; 
Palombo, F. Liver-specific alpha 2 interferon gene expression results in protection from induced 
hepatitis. J. Virol. 2000, 74, 4816-4823. 
54.  Chung, S.W.; Sinclair, S.B.; Fung, L.S.; Cole, E.H.; Levy, G.A. Effect of eicosanoids on induction 
of procoagulant activity by murine hepatitis virus strain 3 in vitro.  Prostaglandins  1991,  42,  
501-513. 
55. Zust, R.; Cervantes-Barragan, L.; Kuri, T.; Blakqori, G.; Weber, F.; Ludewig, B.; Thiel, V. 
Coronavirus non-structural protein 1 is a major pathogenicity factor: implications for the rational 
design of coronavirus vaccines. PLoS Pathog. 2007, 3, e109. 
56. Zurney, J.; Howard, K.E.; Sherry, B. Basal expression levels of IFNAR and Jak-STAT 
components are determinants of cell-type-specific differences in cardiac antiviral responses. J. 
Virol. 2007, 81, 13668-13680. 
57. Patterson, C.E.; Daley, J.K.; Rall, G.F. Neuronal survival strategies in the face of RNA viral 
infection. J. Infect. Dis. 2002, 186 Suppl 2, S215-219. 
58. Macnamara, K.C.; Bender, S.J.; Chua, M.M.; Watson, R.; Weiss, S.R. Priming of CD8+ T cells 
during central nervous system infection with a murine coronavirus is strain-dependent. J. Virol. 
2008, 6150-6160. 
59. Rempel, J.D.; Murray, S.J.; Meisner, J.; Buchmeier, M.J. Differential regulation of innate and 
adaptive immune responses in viral encephalitis. Virology 2004, 318, 381-392. 
60. Iacono, K.T.; Kazi, L.; Weiss, S.R. Both spike and background genes contribute to murine 
coronavirus neurovirulence J. Virol. 2006, 80, 6834-6843. 
61. Glass, W.G.; Chen, B.P.; Liu, M.T.; Lane, T.E. Mouse hepatitis virus infection of the central 
nervous system: chemokine-mediated regulation of host defense and disease. Viral Immunol. 
2002, 15, 261-272. 
62.  Detje, C.N.; Meyer, T.; Schmidt, H.; Kreuz, D.; Rose, J.K.; Bechmann, I.; Prinz, M.; Kalinke, U. 
Local type I IFN receptor signaling protects against virus spread within the central nervous 
system. J. Immunol. 2009, 182, 2297-2304. 
63.  Spiegel, M.; Pichlmair, A.; Martinez-Sobrido, L.; Cros, J.; Garcia-Sastre, A.; Haller, O.; Weber, F. 
Inhibition of Beta interferon induction by severe acute respiratory syndrome coronavirus suggests 
a two-step model for activation of interferon regulatory factor 3. J. Virol. 2005, 79, 2079-2086. Viruses 2009, 1                              
 
 
710
64.  Wang, F.; Barrett, J.W.; Ma, Y.; Dekaban, G.A.; McFadden, G. Induction of alpha/beta interferon 
by myxoma virus is selectively abrogated when primary mouse embryo fibroblasts become 
immortalized. J. Virol. 2009, 83, 5928-5932. 
65.  Prentice, E.; Jerome, W.G.; Yoshimori, T.; Mizushima, N.; Denison, M.R. Coronavirus replication 
complex formation utilizes components of cellular autophagy. J. Biol. Chem. 2004,  279,  
10136-10141. 
66.  Brockway, S.M.; Lu, X.T.; Peters, T.R.; Dermody, T.S.; Denison, M.R. Intracellular localization 
and protein interactions of the gene 1 protein p28 during mouse hepatitis virus replication.   
J. Virol. 2004, 78, 11551-11562. 
67. Daffis, S.; Samuel, M.A.; Suthar, M.S.; Keller, B.C.; Gale, M., Jr.; Diamond, M.S. Interferon 
regulatory factor IRF-7 induces the antiviral alpha interferon response and protects against lethal 
West Nile virus infection. J. Virol. 2008, 82, 8465-8475. 
68. Flanegan, J.B.; Petterson, R.F.; Ambros, V.; Hewlett, N.J.; Baltimore, D. Covalent linkage of a 
protein to a defined nucleotide sequence at the 5'-terminus of virion and replicative intermediate 
RNAs of poliovirus. Proc. Natl. Acad. Sci. U S A 1977, 74, 961-965. 
69.  Habjan, M.; Andersson, I.; Klingstrom, J.; Schumann, M.; Martin, A.; Zimmermann, P.; Wagner, 
V.; Pichlmair, A.; Schneider, U.; Muhlberger, E.; Mirazimi, A.; Weber, F. Processing of genome 
5' termini as a strategy of negative-strand RNA viruses to avoid RIG-I-dependent interferon 
induction. PLoS One 2008, 3, e2032. 
70. Komuro, A.; Bamming, D.; Horvath, C.M. Negative regulation of cytoplasmic RNA-mediated 
antiviral signaling. Cytokine 2008, 43, 350-358. 
71. Barral, P.M.; Sarkar, D.; Fisher, P.B.; Racaniello, V.R. RIG-I is cleaved during picornavirus 
infection. Virology 2009, 39,171-6. 
72. Rempel, J.D.; Murray, S.J.; Meisner, J.; Buchmeier, M.J. Mouse hepatitis virus neurovirulence: 
evidence of a linkage between S glycoprotein expression and immunopathology. Virology 2004, 
318, 45-54. 
73.  Frieman, M.; Yount, B.; Heise, M.; Kopecky-Bromberg, S.A.; Palese, P.; Baric, R.S. Severe acute 
respiratory syndrome coronavirus ORF6 antagonizes STAT1 function by sequestering nuclear 
import factors on the rough endoplasmic reticulum/Golgi membrane. J. Virol. 2007,  81,  
9812-9824. 
74. Kopecky-Bromberg, S.A.; Martinez-Sobrido, L.; Frieman, M.; Baric, R.A.; Palese, P. Severe 
acute respiratory syndrome coronavirus open reading frame (ORF) 3b, ORF 6, and nucleocapsid 
proteins function as interferon antagonists. J. Virol. 2007, 81, 548-557. 
75.  Narayanan, K.; Huang, C.; Lokugamage, K.; Kamitani, W.; Ikegami, T.; Tseng, C.T.; Makino, S. 
Severe acute respiratory syndrome coronavirus nsp1 suppresses host gene expression, including 
that of type I interferon, in infected cells. J. Virol. 2008, 82, 4471-4479. 
76. Wathelet, M.G.; Orr, M.; Frieman, M.B.; Baric, R.S. Severe acute respiratory syndrome 
coronavirus evades antiviral signaling: role of nsp1 and rational design of an attenuated strain. J. 
Virol. 2007, 81, 11620-11633. 
77. Barretto, N.; Jukneliene, D.; Ratia, K.; Chen, Z.; Mesecar, A.D.; Baker, S.C. The papain-like 
protease of severe acute respiratory syndrome coronavirus has deubiquitinating activity. J. Virol. 
2005, 79, 15189-15198. Viruses 2009, 1                              
 
 
711
78.  Devaraj, S.G.; Wang, N.; Chen, Z.; Chen, Z.; Tseng, M.; Barretto, N.; Lin, R.; Peters, C.J.; Tseng, 
C.T.; Baker, S.C.; Li, K. Regulation of IRF-3-dependent innate immunity by the papain-like 
protease domain of the severe acute respiratory syndrome coronavirus. J. Biol. Chem. 2007, 282, 
32208-32221. 
79. Frieman, M.; Ratia, K.; Johnston, R.E.; Mesecar, A.D.; Baric, R.S. Severe acute respiratory 
syndrome coronavirus papain-like protease ubiquitin-like domain and catalytic domain regulate 
antagonism of IRF3 and NF-kappaB signaling. J. Virol. 2009, 83, 6689-6705. 
80. Zheng, D.; Chen, G.; Guo, B.; Cheng, G.; Tang, H. PLP2, a potent deubiquitinase from murine 
hepatitis virus, strongly inhibits cellular type I interferon production. Cell Res. 2008,  18,  
1105-1113. 
81. Changolkar, L.N.; Singh, G.; Pehrson, J.R. macroH2A1-dependent silencing of endogenous 
murine leukemia viruses. Mol. Cell Biol. 2008, 28, 2059-2065. 
82. Gorbalenya, A.E.; Koonin, E.V.; Lai, M.M. Putative papain-related thiol proteases of positive-
strand RNA viruses. Identification of rubi- and aphthovirus proteases and delineation of a novel 
conserved domain associated with proteases of rubi-, alpha- and coronaviruses. FEBS Lett. 1991, 
288, 201-205. 
83. Snijder, E.J.; Bredenbeek, P.J.; Dobbe, J.C.; Thiel, V.; Ziebuhr, J.; Poon, L.L.; Guan, Y.; 
Rozanov, M.; Spaan, W.J.; Gorbalenya, A.E. Unique and Conserved Features of Genome and 
Proteome of SARS-coronavirus, an Early Split-off From the Coronavirus Group 2 Lineage. J. 
Mol. Biol. 2003, 331, 991-1004. 
84.  Putics, A.; Filipowicz, W.; Hall, J.; Gorbalenya, A.E.; Ziebuhr, J. ADP-ribose-1"-
monophosphatase: a conserved coronavirus enzyme that is dispensable for viral replication in 
tissue culture. J. Virol. 2005, 79, 12721-12731. 
85. Putics, A.; Gorbalenya, A.E.; Ziebuhr, J. Identification of protease and ADP-ribose 1''-
monophosphatase activities associated with transmissible gastroenteritis virus non-structural 
protein 3. J. Gen. Virol. 2006, 87, 651-656. 
86. Egloff, M.P.; Malet, H.; Putics, A.; Heinonen, M.; Dutartre, H.; Frangeul, A.; Gruez, A.; 
Campanacci, V.; Cambillau, C.; Ziebuhr, J.; Ahola, T.; Canard, B. Structural and Functional Basis 
for ADP-Ribose and Poly(ADP-Ribose) Binding by Viral Macro Domains. J. Virol. 2006, 80, 
8493-8502. 
87. Roth-Cross, J.K.; Stokes, H.; Chang, G.; Chua, M.M.; Thiel, V.; Weiss, S.R.; Gorbalenya, A.E.; 
Siddell, S.G. Organ-specific attenuation of murine hepatitis virus strain A59 by replacement of 
catalytic residues in the putative viral cyclic phosphodiesterase ns2. J. Virol. 2009, 83, 3743-3753. 
88. Eriksson, K.K.; Cervantes-Barragan, L.; Ludewig, B.; Thiel, V. Mouse hepatitis virus liver 
pathology is dependent on ADP-ribose-1''-phosphatase, a viral function conserved in the alpha-
like supergroup. J. Virol. 2008, 82, 12325-12334. 
89. Gold, M.G.; Smith, F.D.; Scott, J.D.; Barford, D. AKAP18 contains a phosphoesterase domain 
that binds AMP. J. Mol. Biol. 2008, 375, 1329-1343. 
90. Piotrowski, Y.; Hansen, G.; Boomaars-van der Zanden, A.L.; Snijder, E.J.; Gorbalenya, A.E.; 
Hilgenfeld, R. Crystal structures of the X-domains of a Group-1 and a Group-3 coronavirus reveal 
that ADP-ribose-binding may not be a conserved property. Protein Sci. 2009, 18, 6-16. Viruses 2009, 1                              
 
 
712
91.  Park, E.; Griffin, D.E. Interaction of Sindbis virus non-structural protein 3 with poly(ADP-ribose) 
polymerase 1 in neuronal cells. J. Gen. Virol. 2009, 90, 2073-2080. 
92. Park, E.; Griffin, D.E. The nsP3 macro domain is important for Sindbis virus replication in 
neurons and neurovirulence in mice. Virology 2009, 388, 305-314. 
93. Eckerle, L.D.; Lu, X.; Sperry, S.M.; Choi, L.; Denison, M.R. High fidelity of murine hepatitis 
virus replication is decreased in nsp14 exoribonuclease mutants. J. Virol. 2007, 81, 12135-12144. 
94. Sperry, S.; Kazi, L.; Graham, R.; Baric, R.; Weiss, S.; Denison, M. Single amino acid 
substitutions in non-structural ORF1b-nsp14 and ORF2a 30kDa proteins of the murine 
coronavirus MHV-A59 are attenuating in mice. J. Virol. 2005, 79, 3391-3400. 
 
© 2009 by the authors; licensee Molecular Diversity Preservation International, Basel, Switzerland. 
This article is an open-access article distributed under the terms and conditions of the Creative 
Commons Attribution license (http://creativecommons.org/licenses/by/3.0/). 
 